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For the second phase of the experiment, 20 pots were filled with 500 g of each soil treatment 146 i.e. that conditioned by plants the previous year and the unconditioned (control) soil. Two 147 germinated seeds from the same locality as above were placed in each of the 40 pots, though 148 this time pots were placed in a Controlled Environment Facility (16 h light/8 h dark at 23 ± 149 1°C, 35% relative humidity) for five weeks before placing outside to ensure seedling 150 establishment. Seedlings were watered daily with 100ml of water and after 14 days the 151 weaker seedling was removed. After 5 weeks, the pots were transferred to the same site as 152 above and sunk into the soil in a randomised block design, 4 m x 4 m in size. Plants were 153 maintained outside for 7 weeks and were watered 5 times a week with approximately 250 ml 154 of water. Individual plant height and leaf number was measured every 7 days. As before, 155 plants were harvested before flowering and total fresh biomass was recorded. The plants were 156 subsequently dried and weighed.
to manufacturer's instructions. Potassium (K) was analysed by flame spectrometry using a al. (1993) . Briefly, 3.00g ±0.05 (fresh weight) of soil was used from each pot. Lipids were 250˚C and the detector temperature regime started at 100°C, increasing at 20°C min -1 before 185 being held at 160°C for 5 minutes. Temperature increased again at 3.5°C min -1 to 280°C 186 where it was held for 3 minutes before finally increasing at 20°C min -1 to 320°C. Injection 187 was splitless and helium was used as a carrier gas. FAMEs were identified on an HP 5970 188 mass spectrometer. conditioned and control soil in phase 2) were evaluated for endophytic fungal communities.
202
Three asymptomatic mature leaves from each plant were removed and three 9mm 2 leaf pieces 203 were cut from each leaf and surface sterilised using the following procedure, modified from 204 Schulz et al., (1993) . Fragments were subjected to a sequence of 30 immersions in 100% 205 ethanol, sterile water, 4.7% household bleach, 100% ethanol and finally by four rinses in 206 sterile water. Sterilised leaf pieces were placed on potato dextrose agar (PDA) with 207 antibiotics (60 mg l -1 penicillin G and 80 mg l -1 streptomycin sulphate to inhibit bacterial 208 contamination). Plates were maintained at 20°C for 2 weeks, until fungal colonies were seen.
209
Emerging fungal colonies were transferred to potato carrot agar (PCA) plates by using a 210 sterile blade to remove approximately a 3 mm 2 piece of the developing fungal hyphae. Once 211 sporulation had occurred, slides were prepared and the cultures were identified by B.C.
212
Sutton. Previous work indicated that there was almost no difference in endophyte species 213 richness obtained by culturing and molecular methods within a range of annual plants 214 (Hodgson, 2010) . Therefore this method was chosen, particularly as cultures were needed for 215 future manipulative experiments to be undertaken. 
